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(57) Abstract: Reagents for the measurement of per- 
oxynitrites, which contain compounds represented by 
the general formula (1) (e.g., 2-[6-{4' -hydroxy )phe- 
noxy-3H-xanthen-3-on-9-yl]benzoic acid and 
2-[6-(4' -amino )phenoxy-3H-xanthen-3-on-9-yl]ben- 
zoic acid) or salts thereof: (1) (wherein R* is amino 
or hydroxy!; R^ is 2-carboxyphenyl; and X* and 
are each independently hydrogen or halogeno]. 
The compounds and the salts react specifically with 
peroxy nit rites without reacting with precursors of 
peroxy nitrites, i.e., superoxides or nitrogen monoxide. 
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it^!^ m:tit 2-[6-(4'-tK^:3rv•)7a:/^iy-3H-^-!^:/x:/-3-;^->'-9-^/^] 
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m iB » 

$lJ^^S^T^^i^-Cl/^5tO#^^#<. NO tfd^i9T7'.e< RNS \Z-h±^fj:&. g 7)^^^ 
/N°-:t^v-:?--rh^-f h(0N00-)f4 RNS ^f-t*&t)#4-efe^. NO 

{NOS)iZ^y)±mir^ NO ;65ifc#-roc!:. ^S^/S^d ONOO-;5S^^-r5, ONOO" 

yi^=^h^it^iV?iZt\CX^. Tni/>'(DU:ym^ttmm^th. MAPK. PISK/Akt 

^1-5=^cz^oi/^^^^i-5^^^^V^T^#.i-5:^fe.(2)ONOO-:6s'H302i: 

^}tir^ztx±;^-r^-m^mm^ i.snm(D^^x^tiii-^^mt)^mif(b 
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/V U ir ^ >- ( D C F H ) S ^ * S ± ilS: ^ m f 5 ^ ^ :/ P - y ^ ffi V ^ ^ 
?r ffi V ^ L T ^ «l ^ ^ aj f t M J6 V ^ , f (I ^ , ( 4 ) o ;^ 1^ 

DCFH NO R-cf^-^<-^^-^^Y:'t-hK}t^{.x^yt(Dm±tmB\^ri^rcib. 
T])~^Ht^titcy/i':tu±^>mm^im'\±mm~m^m^mtLx^ 

mx.h^^ti^^hfix\^^6r^imB^m wo 01/64664 ^^<:yyuyh) . :L(Of\\ 

t f 1" ^ >tC V ^ L ^ ^ $ T V ^ V \ 

mt^:Ltich^,^\z^<^^iriyi-4hy4h(Dy'V:fj-i—Xh^ NO 

h(Ds^m^mtiinmtLx^mxh^^t^M.ihL.:^^mi:^^i-^Km<> 
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iCXthit. 2-[6-(4'-tKP^v')7^/ar■:y-3H-^1^yx>'-3-;^^-9--l'/^]^,t 
H 1- § ie) * ^ ^ 
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±^i:LT{i. Mx.l'i^ ^hy^Ai^, ;?7y^t^e7A±^, -7i5'-^>v'^7i.:^;'£if 

mk(Dm^t. :^mm(Dm-^mnmRxfm^:f^m\z0miiz.^mx^^. ^tc ■ 
i.x^^-r=5m'^hh^tK 7i^ti¥oxitmB^!^^:^^m(Dm^M^mt\^x ( 

^^<Dnm\z.m\ixim'^fz.}t2mu.t(D^^^m^^ir^m'kt^h'o. %^ 
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m<i^m wo 01/64664 -§•^^•:/7l/^J/^{CfSl!j$t^7t;&fe^Cj;D^a}c:A^Tto 

W\^M^L\,^^t^<^thx. ±ie-^S:(i)iC3BVN-c R'2)s*mi-'5:7ai^/vS;as 

p-fc:KP=3rv/:73i^/VST-fc5<ti'g-#j(2-[6-(4'-hydroxy)phenoxy-3H-xanthen- 
3-on-9-yl]benzoic acid: SIT . ^^M^V HPF SiM^t^h^)jm p-.T 

= — >^S-efo§'fl:;'g'#l(2-[6-(4'-araino)phenoxy-3H-xanthen-3-on- ' 
9-yl]benzoic acid: . ^^mM^X^ APF t\^^iM'B-t^hZ)^mif^Zti!)^X 
^^t^. CtbP5^COV^■C^i. ^n^iz ss-1F ^t>' ss-SF <tbTjr#:&1]-a-^^&;as 
± IS f Ht ^ CO ^ it t C H ^ ^ tl T V ^ 5 , 

W b -g- # ( - ^ ( I ) { C *5 V ^ T R ' ^5 S g m 1- O 7 31 ^ A- X 75 S 7k * 1^ ^ a t m X. b 
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t^oS^vm^ti^MM. ^m.^m^lt'^^i^X. M:i,}Xmi,Lm^UWti 

^^m(Dy<-:t^i^i--(h94h(Dm^i^mit^ -m^\zit. (a)± 
x\t^(Dm.<Dmyt^m^i-^jiu^^AyXh^^, 

^^^^^X^>}f-^^X-^%:^^^h/i^:tm'^ir6:)7mtj:t'^mmf-^Zti)^Xt=bo ■ 

V N„ .^^ o ay ^ ^ K ^ {4 IS j?g a 9 iA ^tbS 14 « Lx*5 ^ , 
Mm^\zwi^x%^o 

^m^Lxm.^mtLxm\,^xh^\'\ mx.\t. ^m^mm-xum^^^^^^tn^ 
(DmjiQMtvx. mmm^M. ph mwM. mmM.mm^tMfj:t'<DmMM^ 

M<DU^i^t\^xm^^ti^. 

ti<DMmmi,cm^^th^:Lti-iifj:\,\&.T(Dmmmicis\,^XF^\>^tc HPF Rrj 
APF ft, ^tl^tim^^Jkm wo 01/64664 ^-^^yyUyhiZ ss-lF ^tJ« ss-3F 
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:S:ifeiafc(7):^fe(Pryor, W. a., et al. Free Rad. Biol. Med. 18, 75-83, 
l995)iC^^Xy<-:^^i^-i-^h^-(h^mW:LfCo Tv^-fb^hhy Tj7j, 133 mg (2.06 
mmol)Srr.^=i/V^>'Atl^ 7jc 10 mL ^Sr*Q;tT^d^L. 2 N NaOH 7^^ 

$r^?a}cJJcSb. ^r#ti(D-|fI5dS^JtfcHLfc^|g^ 500mL ^315/-<:^K/U7 

^■^•:^-rh7^^^^^^(?:)^»-^l± £ 302=1670 (M-'cm-0J;!9^^t/Co 
(B)HPF ^tJ« APF i:/^-;2f-^>y:h-Yf7'l'ht(^^/S 

O.OIN NaOH Tk^l^T^f^-faClt }C 
J:'9 500 AiM (D/-^-^^^/-f^h^^h^|^^pMU7t. it^Ofcfo. 2^7'- 
i^^?'D^-:^t.Kt3>'y^;^-^-fe^>(DCFH)^2^7'-v?^^Dv'tKu7•y^;^^/±■^^^^^ 
■fex-h(DCFH-DA)^ O.OIN NaOH tK^?^ ^ XM % LT 30 m -(:^^=r.-<- 
v-a^^-f S::i:{Cj:f9PSiLfc(HempeI, S.L., at al.. Free Rad. Biol. Med.., 27, 

146-159, i999)„ ^um-it^mmm^mui-^miic. o.iwt%tc7s 

(Dm^^T^^(M^%^^ = 10nMi0.1 M sodium phosphate buffer (pH 7.4))^ 
Atl-C^3fe5^^^Z|iJ^tfco ^(C 500/z M <75/-^— ;^-^fv'■:^-1'^7^^^t^S^ft,^ 

±T37°CT-^To7to 
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N0C13 (l-hydroxy-2-oxo-3-(3-aminopropyl)-3-methyl-l-triazoIe ^ NO 
^^fe^i:bT>ffiV^(Hrabie, J.A.; et al., J. Org. Chem., 58, 1472-1476, 1993), 

ioomM (o N0C13 ■^^^^\'c'^m(n>m.mW^W.{%Lm^^=\^ nW.l M 

sodium phosphate buffer (pH 7.4)) {cAO 37°CT' 30 :73-K^^UT:t5feir/^ 
^-Q: NO ^^^$-&.:t3fe3s^^ay^b/Co ^fc. KO^dOOAiM)^^^^^^^^ 
^<^M«l^^?g(ft,^^iS=10MM;0.'l M sodium phosphate buffer (pH 7.4)) 
\Z.n^X 37°CT 30 'Miim^\.X'k%-^J^^X^:^-y<-ir^^y(Y{Q;)^%'^ 
^?fe5a^^SiJ^LfCo MI^2^£:^/:^^^g5^± HPF^g.!/ APF {cPLXfl 
490 nm/515 nm, DCFH {^ML-Cfl 500 nm/520 nm .tUfCo . 

^:i:?r^l(C;^i-„ *^0^O5SiJ^fflK^(HPF ^r/ APF){i/^— 

^S^-f . *^^{c:^^o±I^JPraJ6P>ti7'^;a^o:feo DCFH ftx-;d-^i/ 
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